WO 2005/082934 



PCT/US2005/005221 



1/11 



> > 



CO* 
O CD * 

PS * 

s ft * 

CO 01 * 
H H * 

OCX* 

to ca * 

H M * 

w 

CO CQ 
H 



61 



* 



CO CO 
CO CO 



1— ■ 



S3 



WW* 
H H * 




SUBSTITUTE SHEET (RULE 26) 



WO 2005/082934 



PCT/US2005/005221 



2/11 



r*1 O ^ 

o vo m rH 



u o 

O CP 



o 

CTi N C> «3» 
<Jv H H t*- rl 



t*i 

>< 5* JH 

Pu (ik 

333 

►^1 

ei 




o 

w w to 




(V7 00 

in ro co o ^ 
h in H H H 



Oi I o o 

CO CO CO CO 
CM O) 

ararar 

Of c* ex 

CO EQ CO 

> > > 

M » -1 > ■ 




i-3 -3 J 
E*^ 

CO CO CO 

&4 1*4 fx* 




r- m o rj «y 

H Ul CN rl ri 



CM 

■ 

11 




00000 

H Ai Oi ^ Cii 
O J25 53 O « 




cn co co 

<l U3 U> 



a 





0»3 




(7» H rl 

CO ^ ^ 

Ol 00 CO 

^ UD 



CO 

m 00 



00000 



_ _ o 

*3 J J 

*-3 a* Oi 
o S3 3 



o o 



U 53 



i 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/082934 



PCT/US2005/005221 



3/11 



ir> o 
tj« o u> o vo 







1 






1 


si 









> 

u 

CO 



HI 



CO 

o 

CD 

Of 



sj« o\ tn cn» 

w n h 

D< pi m Cu fit 

Ci3 



B2 g 

CO CO 

525 g 

in 

CO CO 

H M 

Eh £h 

CO CO 



o o\ «n h co 
H oo en y? H 

55 £3 O 



o\ tn h o 
a\ -xf tn rs» ^ 

o o 
S3 S3 

CO CO 

3: 3: 3: 2 3 
V V u u u 

CO CO CO CO CO 



CO 



CO CO 



M M M 
>4 X >h 



M H 

88 



CO CO 

>« >< 

M H 
>4 



m o u> co h 
<y> c*\ cK 00 
N H W H 




w H w 

fr» 

M W H 

o o en 

X >• >* 

W M HI 

CO CO CO 



CO 

■ 

LL 



m 
*« 
*w 

o' o 

• rS CN OO CD 

t-* O) tn cn co 
> <s (d o o 

Pi V4 V4 O O 

in >w iw j 1 

CTk Oi j I 

CO CO CO H H 

00 CO CO o o 

o o O CO CO 

H H H ro 
O O o o o 
00000 

3 3 9 J J 

o a u g S 





Ed 
u 

•4-4 
t 




CCS 
- tH 

HDD) 

> fll 

m <« w 

H H H 

crv cry en 

CO CO CO 

CO CO CO 



o 



<H rH 

o o 

o o 

a a o 



53 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/082934 



4/11 



PCT/US2005/005221 



AP02L Constructs 



1 17 39 
TO 



281 

114 281 



WT 



114-281 (114) 



1 17 39 45 

' ' » . .■■■.. .- 



92 109 (glycosylatlon site) 281 



SV 



92 ^ 281 



92-281 (92) 



40 45 

r ^ v - < — 



92 



281 



40-45, 92-281 (40) 



Fig. 4 



WO 2005/082934 



PCT/US2005/005221 



5/11 



CO 

O 

_Q 

CO 
> 
CO 

O 

CO 

o 

CO 



c/> 
c 

"3 

T3 

CD 

1? 
O 

a> 

CO 

M 

g 

Ql 













I 






CM 






a» 



o 

5t 



id 
9 



^01 ^ 



31 



3 1 



u 




„s o_i — a 1. 



CO 

o 

O 

CD 




• ■ 



o 

0> 



O 
CD 

o 

o 
o 

o 

o 
o 

I 

o 
o 

o 
o 

o 

I 
1 

CD 

o 

Q 

a 
o 

s 

a 

o 
a 

a 
a 
o 
a 
a 

a 
o 

H 

O 

a 
o 

cd 
cd 



o 

s 

a 
a 



in 



< 

a 
< 
cd 

CD 
< 
CD 

O 

I 

< 

.so 

So 
E < 

a 
<c 

X CD 
E CD 

CD o 
CD 

a 

CD 

t- a 

(XL < 

o 



in 
iZ 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/082934 



PCT/US2005/005221 



6/11 



AP02L Protein Expression 



97 

64 
51 

39 

28 
19 
14 



tag no-tag 
I II I 



tag no-tag 



r 



l 



i— CM O t— CM O 
t- 05 t— 05 ^ 



i- CM O CM O 
t- CD t- O) ^" 




no-tag 
I I 

CM t- 
CD i— 



mm 




Anti~AP02L 



Anti-V5 Ab 



Anti-AP02L Ab 





protein 


Molecular 
Mass 


no-tag 


with tag 


114 


168 aa 


19.5 kD 


23 kD 


28 kD 


92 


190 aa 


22 kD 


25 kD 


30 kD 


40 


196 aa 


22.7 kD 


26 kD 


31 kD 



Fig. 6 



WO 2005/082934 



PCT/US2005/005221 



7/11 



AP02L Induced Apoptosis in CoIo-205 Colon 
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AP02L Induced Apoptosis in Hela-229 
Cervix Cancer Cell Line 



o 

V) 
CO 
Q. 
W 
CO 

o 



60 
50 
40 
30 
20 
10 



03 
C 

00 

* 

o 



8 I 



e 

o 
o 

LO 



s 

c 
o 
o 



CO 
CM 



CO 

CM 
CD 



> 
C/D 

00 
OvJ 
I 

o 



CO 
CM 



O 
O 



rhAP02L in CHO vector CM 



APQ2L CM 



CO 
CVI 

CM 
CT> 



> 
CO 

CO 

CM 
i 

O 





50 


s 










40 


c 




o 


30 


2 




o 


20 


o 

J— 




CL 


10 


© 




O 


0 



Cell Proliferation of Hela Cell Lines 
in Response to AP02L 









" 


;••••! £ ••' ,^,C^'-! -^M^-M' 

•* , - >* 7*". • - ' " - *■ fi':^;" 

:, , : ; : -|, •• . flSft. '>-C 












T 1 






; i M ' ' ' . Zl ' 1*' « * « 
" i* '• "... ■. ■ W rV . -- - : 






(J. ( f . '1 ,-<Sfi 






mi 










- - i 






-i 


1 






-\.: 










is:.' 

ill 


















-ac, 






s 




- ,a 
















1 i 1 
f- ! ? 


. ■ j ■.. 

■ r y 






















f 






1- 1 < *' :.r*— -i!' v . — i • „ MM ^- L «->. "- ■ • 

































1 1 1 1 1 1 1 1 1 1- 1 1 1 1- 



rhAP02L 



CM AP02L-tag 



CM AP02L-no tag 



Fig. 8 



WO 2005/082934 



PCT/US2005/005221 



9/11 



A 



Cell Proliferation in Colo~205 Colon 
Cancer Cell Lines on 2nd day 



14. 



12- 

10- 

8 

6 

4 
2 

0 





[ •" : ' , ' ' • • '. ' ' Mr'?' .ft-'* ' ' : £' ! v-::.:::. ;j ^ ' -.-Cr • "• 


















— j-f <•.-"!»•• - -I 




1 i .(""' "1 i i ^ } • 


0 ng/ml | 4 ng/rnl 100ng/ml 
rhAP02L in CHO vector CM 


1 1 4-281 92-281 40-281 SV 
APQ2L CM 



CL 
< 



B 



Cell Proliferation in Human Hepatocytes 

on 2nd Day 





5 




4 


DC 


3 


CL 


2 


< 


1 




0 



u ■ v; ** 





f 


P . P-3 ■ 






■X.-: s. •, - , .*<: • * • 



Si-V. . f :V-f€ it.:- ! Aik~ S. ".! tXf- 



0 ng/ml 



4 ng/ml 



1 00 ng/ml 



rhAP02L in CHO vector CM 



114-281 



92-281 
APQ2L CM 



40-281 SV 



DC 
CL 



30 
25 
20 
15 
10 
5 
0 



Cell Proliferation in 293 Kidney Epithelial Cell 

Lines on 2nd Day 



0 ng/ml 4 ng/ml 



100 ng/ml 



rhAPQ2L in CHO vector CM 



114-281 



- ' *t- ■■ . . ' ■ ' ' 1 "' ■ " ' ' "'' - s- '-" " 






T ■ 






->!>>. ' 






i .. 

















































































92-281 
APQ2L CM 



40-281 SV 



Fig. 9 



WO 2005/082934 



PCT/US2005/005221 



10/11 



•4— « 


60, 


c 




<D 
O 


50 


0) 




0) 

c 


40 


umi 


30 








20 


> 




*5 


10 


<D 




DC 


0 



1 



Cell Proliferation of Colo-205 Colon Cancer Cell Lines with 
Supernatant of Protein Plate 192 (set II) 
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